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© DNA fragment encoding a polypeptide having nitrile hydratase activity, a transformant containing 
the DNA fragment and a process for the production of amides using the transformant 

© The present invention discloses the amino acid sequence and nucleotide sequence of the a- and 0-subunits 
of two types of nitrile hydratase derived from Rhodococcus rhodochrous J-L The DNA fragment encoding nitrile 
hydratase is inserted into an expression vector and the recombinant vector is used for transformation. The 
transformant contains multiple copies of the gene and can produce much higher levels of nitrile hydratase than 
conventionally used microorganisms. 
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The present invention relates to a DNA fragment derived from Rhodococcus rhodochrous J-I and 
encoding a polypeptide having nitrile hydratase activity which hydrates nitriles to amides. The invention also 
relates to a recombinant DNA containing the above DNA fragment, and a transformant transformed with the 
recombinant DNA. The present invention further relates to a method of producing nitrile hydratase using the 
5 transformant and of amides using nitrile hydratase. 

Nitrile hydratase or nitrilase is known as an enzyme that hydrates nitriles to amides. Microorganisms 
that produce nitrile hydratase include those belonging to the genus Bacillus, the genus Bacteridium, the 
genus Micrococcus and the genus Brevibacterium (See, JP-B-62-21 51 7/1 989, USP No. 4,001,081), the 
genus Corynebacterium and the genus Nocardia (See, JP-B-56-17918/1981, USP No. 4,248,968), the genus 
70 Pseudomonas (See. JP-B-59-37951/1984, USP No. 4,637,982), the genus Rhodococcus, the genus Arth- 
robacter and the genus Microbacterium (See, JP-A-61 -1621 93/1 986, EP-A-01 8831 6), and Rhodococcus 
rhodochrous (See, JP-A-2-470/1990, EP-A-0307926). 

Nitrile hydratase has been used to hydrate nitriles to amides. In the invention, microorganisms are 
engineered to contain multiple copies of a recombinant DNA encoding nitrile hydratase according to a 
75 recombinant DNA technology. The recombinant produces a remarkably high level of nitrile hydratase 
compared with conventionally used microorganisms. 

The present inventors previously disclosed a DNA fragment derived from Rhodococcus sp. N-774 
(FERM BP-1936) which also encodes a polypeptide having nitrile hydratase activity ( J P-A-2-1 19778/1988). 

In contrast, the present inventors utilizes a DNA fragment derived from Rhodococcus rhodochrous J-I 
20 for the production of nitrile hydratase. We isolated the gene encoding nitrile hydratase, inserted the gene 
into a suitable plasmid vector and transformed an appropriate host with the recombinant plasmid, thus 
successfully obtained the transformant producing nitrile hydratase which has high activity also on aromatic 
nitriles. 

The present invention relates to 
25 (1) a DNA (H) fragment encoding a polypeptide having nitrile hydratase activity, said polypeptide 
comprising the a^-subunit as defined in the Sequence Listing by SEQ ID: No. 1 and the jS (H> -subunit as 
defined in the Sequence Listing by SEQ ID: No. 2; 

(2) a DNA 0 -* fragment encoding a polypeptide having nitrile hydratase activity, said polypeptide compris- 
ing the a^-subunit as defined in the Sequence Listing by SEQ ID: No. 3 and the 0 (L) -subunit as defined 

so in the Sequence Listing by SEQ ID: No, 4; 

(3) the DNA tH) fragment of (1) which contains a nucleotide sequence encoding said a (H) - and 0 (H) - 
subunits, comprising the DNA sequence of the a (H) -subunit as defined in the Sequence Listing by SEQ 
ID: No. 5 and the DNA sequence of the £ (H> -subunit as defined in the Sequence Listing by SEQ ID: No. 
6; 

35 (4) the DNA (L> fragment of (2) which contains a nucleotide sequence encoding said a (L) - and /3 <L) -subunits, 
comprising the DNA sequence of the a (L> -subunit as defined in the Sequence Listing by SEQ ID: No. 7 
and the DNA sequence of the ^ L, subunit as defined in the Sequence Listing by SEQ ID: No. 8; 

(5) a recombinant DNA comprising the DNA (H) or the DNA <L) of (1)-(4) in a vector; 

(6) a transformant transformed with the recombinant DNA of (5); 

40 (7) a method for the production of nitrile hydratase which comprises culturing the transformant as 
described in (6) and recovering nitrile hydratase from the culture; 

(8) a method for the production of amides which comprises hydrating nitriles using nitrile hydratase as 
described in (7) to form amides; and 

(9) a method for the production of amides which comprises culturing the transformant as described in 
45 (6), and hydrating nitriles using the resultant culture, isolated bacterial cells, treated matter thereof, or a 

fixed material of them, to form amides. 
The present invention is described in detail as follows. 
The present invention is carried out by the steps (1)-(8): 

so (1 ) Isolation and Purification of Nitrile Hydratase and Partial Amino Acid Sequencing of Nitrile Hydratase 

Two types of nitrile hydratase (designated as H type and L type, respectively) are isolated and purified 
from Rhodococcus rhodochrous J-I (FERM BP-1478) and the both enzymes are separated into a and 0 
subunits using HPLC. N-Terminal amino acid sequence each of the subunits is determined and shown in 
55 the Sequence 'Listing by SEQ ID: Nos. 9-12. 

(2) Preparation of a DNA Probe for a Nitrile Hydratase Gene 
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A DNA probe is prepared from JM105/pYUK121 (FERM BP-1937) as described in JP-A-2-1 19778/1990 
due to the high degree of homology in the amino acid sequence between the nitrile hydratase & subunit of 
Rhodococcus sp. N-774 described in said Japanese Patent Official Gazette and those of Rhodococcus 
rhodochrous J-l. Plasmid PYUK121 containing nitrile hydratase gene derived from Rhodococcus sp. N-774 
5 is prepared from a JM105/pYUK121 culture. pYUK121 DNA is digested with Sphl and Sail. The Sphl-Sall 
fragment contains the nitrile hydratase gene (shown in the Sequence Listing by SEQ ID: No. 13) of 
Rhodococcus sp. N-774. The DNA fragment is radiolabeled. 

(3) Detection of a DNA Segment Containing a Nitrile Hydratase Gene from the Chromosome ofRhodoc- 
w occus rhodochrousJH 

Chromosomal DNA is prepared from a Rhodococcus rhodochrous J-l culture. The chromosomal DNA is 
digested with restriction enzymes and hybridized to the probe described in (2) using the Southern 
hybridization method [Southern, E.M., J. Mol. Biol. 98, 503 (1975)]. 
75 Two DNA fragments of a different length are screened. 

(4) Construction of a Recombinant Plasmid 

A recombinant plasmid is constructed by inserting the chromosomal DNA fragment as prepared in (3) 
20 into a plasmid vector. 

(5) Transformation and Screening for a Transformant Containing the Recombinant Plasmid 



Transformants are prepared using the recombinant plasmid as described in (4). The transformant 
25 containing the recombinant plasmid is selected using the probe as described in (2) according to the colony 
hybridization method [R. Bruce Wallace et. al., Nuc. Aci. Res. 9, 879 (1981)]. Additionally, the presence of 
the nitrile hydratase gene in the recombinant plasmid is confirmed using the Southern hybridization method. 
The plasmids thus selected are designated as pNHJIOH and pNHJ20L. 

30 (6) Isolation and Purification of Plasmid DNA and Construction of the Restriction Map 

Plasmid DNAs of pNHJIOH and pNHJ20L as prepared in (5) are isolated and purified. The restriction 
map of the DNAs is constructed (Fig. 1) to determine the region containing nitrile hydratase gene. 

35 (7) DNA Sequencing 

The extra segment of the inserted DNA fragment in pNHJIOH and pNHJ20L is excised using an 
appropriate restriction enzyme. The inserted DNA fragment is then used for sequencing. The nucleotide 
sequence of the DNA fragment (SEQ: ID Nos. 14, *15) reveals that it contains the sequence deduced from 
40 the amino acid sequence as described in (1 ). 

(8) Production of Nitrile Hydratase Using the Transformant and Conversion of Nitriles to Amides 

The transformant as described in (8) is cultured. The bacterial cells are mixed with nitriles, a substrate 
45 of nitrile hydratase, and amides are produced. 

Rhodococcus rhodochrous J-l was deposited with Fermentation Research Institute, Agency of Industrial 
Science and Technology, and was assigned the accession number FERM BP-1478. A transformant 
TGI/pNHJ10H containing pNHJIOH as described in (5) and a transformant TGI/pNHJ20L containing 
pNHJ20L as described in (5) were deposited with the above and assigned the accession number FERM BP- 
50 2777 and FERM BP-2778, respectively. 

Any vectors including a plasmid vector (e.g., pAT153, pMP9, pHC624, pKC7, etc.), a phage vector (e.g., 
\gtll (Toyobo), Charon 4A (Amersham), etc.) may be used. Enzymes which may be used include Sphl, Sail, 
EcoRi, BamHI, Sad, and the like, which are commercially available (Takara Shuzo). Various hosts may be 
used for transformation including but not limited to E. coli JM105 and E. coli TGI. 
55 Culture media for the transformant are those ordinarily used in the art. 

Conversion of nitriles to amides is carried out using nitrile hydratase, crude nitrile hydratase, the culture 
of the transformant, the isolated bacterial cells or treated matter thereof, and the like, prepared from the 
culture of the transformant. 
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Suitable nitriles in the invention include aromatic nitriles having 4-10 carbon atoms in the aromatic 
moiety and aliphatic nitriles having 2-6 carbon atoms, which are described in the European Patent 
Publication No. 0,307,926. Typical examples of the nitriles are 4-, 3- and 2-cyanopyridines, benzonitriie. 2,6- 
difluorobenzonitrile, 2-thiophene carbonitrile, 2-furonitrile, cyanopyrazine, acrylonitrile, methacrylonitrile, 
s crotonitrile, acetonitrile and 3-hydroxypropionitrile. 

The present invention discloses the amino acid sequence and nucleotide sequence of the a- and &- 
subunrts of two types of nitrile hydratase derived from Rhodococcus rhodochrous J-l. The DNA fragment 
encoding nitrile hydratase is inserted into an expression vector and the recombinant vector is used for 
transformation. The transformant contains multiple copies of the gene and can produce much higher levels 
io of nitrile hydratase than conventionally used microorganisms. 

Fig. 1 shows restriction maps of recombinant plasmids, pNHJIOH and pNHJ20L. 
The present invention is illustrated by the following Example. 
The following abbreviations are used in the Example. 
TE: Tris-HCI (10 mM; pH 7.8), EDTA (1 mM, pH 8.0) 

*s TNE: Tris-HCI (50 mM; pH 8.0), EDTA (1 mM, pH 8.0), NaCI (50 mM) 

STE: Tris-HCI (50 mM; pk 8.0), EDTA (5 mM, pH 8.0). Sucrose (35 mM) 

2xYT medium: 1.6% Trypton; 1.0% Yeast extract, 0.5% NaCI 

Example 

20 

(1) Isolation and Purification of Nitrile Hydratase and Partial Amino Acid Sequencing of Nitrile Hydratase 



Rhodococcus rhodochrous J-l was cultured in a medium (3 g/t of yeast extract, 0.5 g/l of KH2PO4, C 5 
g/l of K2HPO4, 0.5 g/l of MgS04*4H 2 0, 0.01 g/l of CoCI 2t and 3 g/l of crotonamide, pH 7.2) at 28' C tor 

25 80 hours. The bacterial cells were harvested. 50 g of the bacterial cells was disrupted and fractionated with 
ammonium sulfate. The sample was dialyzed and the dialysate was centrifuged. The supernalant was 
loaded on DEAE-Cellulofine chromatography, Phenyl-Sepharose chromatography, Sephadex G-150 
chromatography and Octyl-Sepharose chromatography. Two fractions with enzyme activity were obtained 
and dialyzed. The dialysates were loaded on a high performance liquid chromatography using a reversed 

30 phase column (Senshu Pak VP-304-1251, Senshu Kagaku), and two respective subunits (a and j8) were 
obtained. N-terminal amino acid sequence of ai <H) -, 0i (H) -, ai (L> - and jS/ u -subunits was determined using an 
Applied Biosystems model 470A protein sequencer. The amino acid sequences are shown in the Sequence 
Listing by SEQ ID: Nos. 9-12. 

35 (2) Preparation of a DNA Probe for Nitrile Hydratase Gene 

E. coH JM105 (FERM BP-1 937) containing pYUK121 was cultured in 100 ml of 2xYT medium 
containing 50 jig/ml of ampicillin at 30° C overnight (12 hours). The bacterial cells were harvested and TNE 
was added to the cells. The cell suspension was then centrifuged. 8 ml of STE and 10 mg of lysozyme 

40 were added to the pellet. The mixture was incubated at 0° C for five minutes followed by the addition of 4 
ml of 0.25M EDTA. 2 ml of 10% SDS and 5 ml of 5M NaCI were then added to the mixture at room 
temperature. The resultant mixture was incubated at 0-4° C for three hours and then ultracentrifuged. 1/2 
volume of 30% PEG 6000 was added to the supernatant. The mixture was incubated at 0-4° C overnight (12 
hours) and centrifuged. TNE was added to the pellet to bring the volume to 7.5 ml and CsCI was then 

45 added to the suspension. The mixture was centrifuged to remove proteins. Then, 300-500 mg/ml of 
ethidium bromide was added to the supernatant The mixture was transferred to a centrifuge tube. The tube 
was heat-sealed and then ultracentrifuged. cccDNA was extracted using a peristaltic pump. A bit more than 
equal amount of isopropyl alcohol saturated with water was added to the extract to rid of ethidium bromide. 
The sample was dialyzed against TE. About 3 ml of purified pYUK121 was obtained. 

so pYUK121 DNA was digested with Spht and Sail, resulting in a 2.07 kb DNA fragment containing a nitrile 
hydratase gene derived from Rhodococcus sp. N-774. The fragment was radiolabeled with 32 P to produce a 
probe. The nucleotide sequence of the probe is shown in the Sequence Listing by SEQ ID: No. 13. 

(3) Preparation of a DNA Fragment Containing a Nitrile Hydratase Gene of Chromosome 

55 

Rhodococcus rhodochrous J-l was cultured in 100 ml of a medium (10 g/l of glucose. 0.5 g/l of 
KH2PO4. 0.5 g/l of K2HPO4, 0.5 g/l of MgSO4*7H 2 0. 1 g/l of yeast extract, 7.5 g/l of peptone. 0.01 g/l 
of C0CI2, 7.5 g/l of urea. 1% glycine or 0.2 ^g/ml of ampicillin, 1 l of water. pH 7.2). The bacterial cells 
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were harvested and the pellet was washed with TNE. The pellet was then suspended in 10 ml of TE. 4 ml of 
0.25M EDTA, 10-20 mg of lysozyme, 10-20 mg of achromoprotease and 10 ml of 10xSDS were added to 
the suspension. The suspension was incubated at 37° C for three hours. 15 ml of phenol was added to the 
suspension. The mixture was incubated at room temperature for 15 minutes and then centrifuged. The 

s upper layer was removed, and 0.7 ml of 2.5M sodium acetate and diethyl ether were added to the 
supernatant. The mixture was centrifuged and the upper layer was discarded. Two volumes of ethanol were 
added to the bottom layer and DNA was removed with a glass rod. DNA was rinsed for five minutes each 
with TE:ethanol 2:8, 1:9, and 0:10 (v/v). DNA was then resuspended in 2-4 ml of TE (37° C). 10 pi of a 
mixture of RNase A and Ti was added to the suspension and the mixture was incubated at 37 C. An equal 

io amount of phenol was added to the mixture which was then centrifuged. More than equal amount of ether 
was added to the supernatant. The mixture was centrifuged again, and the upper layer was discarded and 
the bottom layer was saved. The bottom layer was dialyzed against 2 I of TE containing a small amount of 
chloroform overnight and further dialyzed against fresh TE for 3-4 hours. 4 ml of crude chromosomal DNA 
was obtained. 

75 10 fit of TE, 3 fit of reaction buffer (10x) and 2 pi of Sacl were added to 15 pi of crude chromosomal 
DNA. The mixture was incubated at 37° C for an hour and electrophoresed on an agarose gel at 60 V for 
three hours. The Southern hybridization of chromosomal DNA was carried out using the probe as described 
in (2). About 6.0 kb and 9.4 kb fragments were found to show a strong hybridization. 

15 pi of chromosomal DNA was digested with Sacl and electrophoresed on an agarose gel, as 

20 described above. 6.0 kb and 9.4 kb DNA fragments were cut out from the gel and taken in three volumes 
each of 8M NaCIO*. After solubilization, each solution was dotted on GF/C (Whatman) filter paper (6 mm in 
diameter). Ten drops (= 100 ?l) of TE containing 6M NaCIO* and then ten drops 100 pi) of 95% ethanol 
were added to the filter paper. The paper was air-dried for 3 minutes and placed in 0.5 ml Eppendorf tube. 
40 (i I of TE was added to the tube and the whole was incubated at 47 *C for 30 minutes. The tube was 

25 then centrifuged. About 40 fit of the supernatant was obtained which contained 6.0 kb and 9.4 kb DNA 
fragments containing a nitrile hydratase gene of chromosomal DNA. 

The method of inserting the 6.0 kb DNA fragment into a vector is described below. The same method is 
applied for the insertion of the 9.4 kb DNA fragment into a vector. 

30 (4) Insertion of the Chromosomal DNA Fragment into a Vector 

10 lit of TE, 3 pi of reaction buffer (10x) and 2 til of Sacl was added to 10 til of pUC19. The mixture 
was incubated at 30 *C for an hour. 2 pi of 0.25M EDTA was added to the mixture to stop the reaction. 
Then, 7 pi of 1m Tris-HCI (pH 9) and 3 pi of BAP (bacterial alkaline phosphatase) were added to the 

35 mixture. The mixture was incubated at 65* C for an hour. TE was then added to the mixture to make a total 
volume to 100 pi. The mixture was extracted 3x with an equal amount of phenol. An equal amount of ether 
was added to the extract. The bottom layer was removed and 10 pi of 3M^ sodium acetate and 250 pi of 
ethanol were added to the bottom layer. The mixture was incubated at -80 °C for 30 minutes, centrifuged, 
dried, and resuspended in TE. 

40 5 pt of pUC19 DNA thus obtained and 40 pi of the 6.0 kb DNA fragment as described in (3) were 
mixed. 6 pi of ligation buffer, 6 pi of ATP (6 mg/ml) and 3 pi of T4 DNA ligase were added to the mixture. 
The mixture was incubated at 4°C overnight (12 hours) to produce the recombinant plasmid containing the 
6.0 kb DNA fragment encoding the desired enzyme in the Sacl site of pUC19. 

45 (5) Transformation and Screening of Transformants 

E. coli TGI (Amersham) was inoculated into 10 ml of 2xYT medium and incubated at 37° C for 12 
hours. After incubation, the resultant culture was added to fresh 2xYT medium to a concentration of 1%, 
and the mixture was incubated at 37* C for two hours. The culture was centrifuged and the pellet was 

so suspended in 5 ml of cold 50 mM CaCb- The suspension was placed on ice for 40 minutes and then 
centrifuged. 0.25 ml of cold 50 mM CaCI 2 and 60 pt of the recombinant DNA as described in (4) were 
added to the pellet. The mixture was incubated at 0*C for 40 minutes, heat-shocked at 42 *C for two 
minutes, placed on ice for five minutes, and added to 10 ml of 2xYT medium. The mixture was incubated at 
37 °C for 90 minutes with shaking, then centrifuged. The pellet was suspended in 1 ml of 2xYT medium, 

55 and two 10 ^1 aliquots of the suspension were plated on a 2xYT agar plate containing 50 jig/ml of 
ampicillin separately. The plate was incubated at 37* C. The colony grown on the plate was selected by the 
colony hybridization method: The colony was transferred to a nitrocellulose filter and digested. The DNA 
was fixed on the filter and hybridized to the probe as described in (2). The filter was autoradiographed and 
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a recombinant colony was selected. Additionally, the presence of a nitrile hydratase gene in the transfor- 
mant was confirmed according to the Southern hybridization method. 

(6) Isolation and Purification of Recombinant Plasmid and Construction of the Restriction Map of the 
5 Inserted DNA Fragments 

The transformant selected as described in (5) was grown in 100 ml of 2xYT medium containing 50 
ftg/ml of ampicillin at 37* C overnight (12 hours). The bacterial cells were harvested and TNE was added to 
the cells. The cells were collected again by centrrfugation, and 8 ml of STE and 10 mg of lysozyme were 

70 added to the cells. The mixture was incubated at 0* C for five minutes. 4 ml of 0.25M EDTA, 2 ml of 10% 
SDS (at room temperature) and 5 ml of 5M NaCI were added to the mixture. The mixture was incubated at 
0-4° C for three hours, and ultracentrifuged. 1/2 volume of 30% PEG 6000 was added to the supernatant 
The mixture was incubated at 0-4° C overnight (12 hours) and centrifuged again. TNE was added to the 
pellet to bring the volume up to 7.5 ml. CsCI was added to the suspension to rid of proteins. Then, 300-500 

75 mg/mi of ethidium bromide was added to the supernatant and the mixture was transferred to a centrifuge 
tube. The tube was heat-sealed and ultracentrifuged. cccDNA was removed using a peristaltic pump. A bit 
more than equal amount of isopropyl alcohol saturated with water was added to cccDNA to remove ethidium 
bromide. The DNA sample was dialyzed against TE, resulting in about 3 ml of purified recombinant DNA. 
The recombinant plasmid thus obtained containing a 6.7 kb DNA fragment was designated as pNHJIOH 

20 (The recombinant plasmid containing a 9.4 kb DNA fragment was designated as pNHJ20L). 

These plasmid DNAs were digested with EcoRI, BamHI, Pstl, Sad and Sail. The restriction maps were 
constructed and are shown in Fig. 1. 

(7) DNA Sequencing 

25 

The location of a nitrile hydratase gene in the DNA fragment of pNHJIOH was determined according to 
the restriction map constructed and to the Southern hybridization method. An extra segment in pNHJIOH 
was cleaved off with Pstl and Sail: The 6.0 kb DNA fragment resulted in 1.97 kb. Similarly, an extra 
segment in pNHJ20L was cleaved off with EcoRI and Sad: The 9.4 kb DNA fragment resulted in 1.73 kb. 
30 These DNA fragments were sequenced by the Sanger method [Sanger, F., Science 214: 1205-1210 
(1981)] using M13 phage vector. The nucleotde sequence of the 1.97 kb DNA fragment (pNHJIOH) and the 
1.73 kb DNA fragment (pNHJ20L) are showr: in the Sequence Listing by SEQ ID: No. 14 and SEQ ID: No. 
15, respectively. 

The amino acid sequence deduced from the nucleotide sequence was found fully identical to the amino 
35 acid sequence as determined in (1). The sequence analysis also revealed that the DNA fragment contained 
the sequence coding for the «- and 0-subunits. 

(8) Production of Nitrile Hydratase Using the Transformant and Conversion of Nitriles to Amides Using 
Nitrile Hydratase 

40 

TG1 /pNHJIOH and TGl/pNHJ20L were inoculated into 10 ml of 2xYT medium containing 50 ^g/ml of 
ampicillin and incubated at 30° C overnight (12 hours). 1 ml of the resultant culture was added to 100 ml of 
2xYT medium (50 /tg/ml of ampicillin. 0.1 g of CoCI 2 # 6H 2 0/l). The mixture was incubated at 30* C for 4 
hours. IPTG was added to the mixture to a final concentration of 1 mM. The mixture was incubated at 30* C 

45 for 10 hours. After harvesting the cells, the cells were suspended in 5 ml of 0.1 M phosphate buffer (pH 
7.5). The suspensions were disrupted by sonification for 5 min and centrifuged at 12,000 xg for 30 min. The 
resulting supernatants were used for the enzyme assay. The enzyme assay was carried out in a reaction 
mixture (12 ml) containing 50 mM potassium phosphate buffer (pH 7.5), 6 mM benzonitrile and an 
appropriate amount of the enzyme. The reaction was carried out at 20* C for 30 min and stopped by the 

so addition of 0.2 ml 1 M HCI. The amount of benzamide formed in the reaction mixture was determined by 
HPLC. As a control, the mixture obtained by the same procedure as described above but from E. coli TG1 
was used. The levels of nitrile hydratase activity in cell-free extracts of E. coli containing pNHJIOH and 
pNHJ20L were 1.75 x 10*" 3 and 6.99 x 10~ 3 units/mg, respectively, when"cuitu7ed in 2xYT medium in the 
presence of CoCl 2 and IPTG. Benzamide was found in the reaction mixture of TG1/pNHJ10H and pNHJ20L, 

55 whereas no benzamide was found in the reaction mixture of TG1 . 
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(1 ) INFORMATION FOR SEP ID NO; 1 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 203 amino acids 

(B) TYPE: Amino acid 

(C) STRANDEDNESS: 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
a ( H >-subunit 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 1 



S 10 IS 

MetSerGluHisValAsnLysTy rThrG 1 uTy rG 1 u A 1 a A rgTh r 

2 0 2 S 3 0 

LysAlalleGluThrLeuLeuTyrGiuArgGlyLeulleThrPro 

3 S 4 O 4 5 

AlaAlaVal AspArgVa! Va lSerTyrTyrG 1 uAsnG lu II eG ly 

SO S S 60 

ProMetGiyGlyAlaLysValValAlaLysSerTrpValAspPro 

& 5 7 0 7 5 

GluTyrArgLysTrpLeuGiuGluAspAlaThrAIaAlaMetAla 

8 0 8 5 9 0 

SerLeuGlyTyrAlaGlyGluGlnAlaHisGlnlleSerAlaVal 

9 5 10 0 1 0 S 

PheAsnAspSerGInThrHisHisVal Val Va ICysThrLeuCys 

110 IIS 120 

SerCysTyrProTrpProVa lLeuG lyLeuProProA laTrpTy r 

I 2 S 13 0 13 5 

LysSerMetGluTyrArgSerArgValValAlaAspProArgGly 
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14 0 I 4 S 15 0 

Va 1 LeuLysArgAspPheG lyPheAspI leProAspG IuVa 1G 1 u 

1 5 S 16 0 I 6 S 

Val ArgValTrpAspSerSerSerGlu I leArgTyrl leVal I le 

17 0 I 7 S 18 0 

ProG ItiArgProAlaGl yThrAspG 1 yTrpSerG 1 uG 1 uG 1 uLeu 

IBS 190 I 9 S 

ThrlysLeuValSerArgAspSerHetlieGlyVaiSerAsnAla 
LeuThrProGlnGluVai lieVal 



(2) INFORMATION FOR SEP ID NO: 2 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 229 amino acids 

(B) TYPE: Amino acid 

(C) STRANDEDNESS : 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l ( FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
£< H >-subunit 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2 

S 10 I s 

HetAspGly I I eH i s AspThrG 1 yG I y He tTh rG 1 yTy rG i y P r o 

2 O 2 5 3 0 

Val ProTyrG 1 n L y s As pG 1 uProPhePheH i sTy rG I uTrpG 1 u 

3 5 4 0 4 5 

GlyArgThrLeuSerl leLeuThrTrpfletHisLeuLysGlylle 

SO S S 6 0 

SerTrpTrpAspLysSer ArgPhePheArgGiuSerHetG 1 y As n 

6 5 7 0 7 5 

GluAsnTyrValAsnGIuMeArgAsnSerTyrTyrThrHisTrp 
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8 O 8 S « 0 

LeuSerAlaAlaGluArglieLeuValAiaAspLysIielleThr 

9 5 10 0 10 5 

GIuGluGluArgLysHisArgValGinGIuI leLeuG 1 uG ly Arg 

110 IIS izo 

TyrThrAspArgLysProSerArgLysPheAspProAIaGlnlle 

I 2 S 13 0 I 3 S 

GluLysAIa I led uArgLeuH i sG i uProH i sSerLeu A 1 a Leu 

14 0 t 4 5 ISO 

ProGlyAlaGluProSerPheSerLeuGlyAspLyslleLysVal 

I S 5 I A O 16 5 

LysSerMetAsnProLeuGlyHisThrArgCysProLysTyrVal 

17 0 I 1 S 180 

ArgAsnLysI 1 eG 1 yG I u i 1 e Va 1 A 1 aTyrH i sG i yCysG 1 n I Ie 

18 5 19 0 I 4 S 

TyrProGluSerSerSerAlaGIyLeuGlyAspAspProArgPro 

200 205 210 

LeuTyrThrValAlaPheSerAlaGinGIuLeuTrpGlyAspAsp 

215 220 22S 

GlyAsnGlylys AspVa 1 Va ICysVa 1 AspLeuTrpG 1 uProTy r 
Leu I I eSer A I a 



(3) INFORMATION FOR SEP ID NO; 3 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 207 amino acids 

(B) TYPE: Amino acid 

(C) STRANDEDNESS: 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (PERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
a (L) -subunit 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3 



5 10 IS 

Me tThrAlaHisAsnProVa IGlnG i yThrLeuProArgSerAsn 

20 2 5 3 0 

GluGlul LeAlaAlaArgValLysAlaMetGluAIal leLeuVal 

3 S 4 0 4 5 

AspLysGlyLeuIleSerThrAspAlalleAspHisMetSerSer 

SO SS 6 0 

ValTyrGluAsnG 1 u Va 1G 1 y ProG I nLeuG 1 y A laLys I leVal 

6 S "7 0 7 S 

AlaArgAlaTrpValAspProGluPheLysGlnArgLeuLeuThr 

so as 9 0 

AspAlaThrSerAlaCysArgG luMe tGlyVa iGlyGIyMetGln 

9 5 1 0 0 1 0 S 

GlyGluGluMe tVal Va ILeuG luAsnThrG lyThrValH is Asn 

I I 0 115 12 0 

He tVa i Va ICysThrLeuCysSerCy sTy rProTrpPro Va lLeu 

12 5 13 0 13 5 

GlyLeuProProAsnTrpTyrLysTyrProAlaTyrArgAlaArg 

1 4 0 1 4 5 1 5 0 

AiaVal ArgAspProArgGiyVa I LeuA laG 1 uPheG I yTy rThr 

1 5 S 16 0 16 5 

ProAspProAspValGluIIeArglleTrpAspSerSerAlaGlu 

17 0 1 7 S t 8 0 

LeuArgTyrTrpValLeuProGInArgProAlaGlyThrGIuAsn 

18 5 190 19 5 

PheThrGluGiuG I n Leu A 1 a As pLeu Va 1 Th r A rg As pSer Leu 

2 0 0 2 0 5 

I leGIyValSerValProThrThrProSerLysAia 



(4) TMFORMATTON FOR SEP ID NO: 4 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 226 amino acids 

(B) TYPE: Amino acid 

(C) STRANDEDNESS: 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
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(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
/?( L >-subunit 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4 



S 10 IS 

Me tAspGlyl leH isAspLeuGlyGlyArgAlaGlyLeuGlyPro 

2 0 2 S 3 0 

IleLysProGluSerAspGluProValPhellisSerAspTrpGlu 

3 S 4 0 4 5 

ArgSerValLeuThrMetPhePruAlaMetAIaLeuAlaGIyAIa 

SO SS 6 0 

PheAsnLeuAspGlnPheArgClyAlaMetGiuGInlleProPro 

6 S 7 0 7 S 

IlisAspTyrLeuThrSerGlnTyrTyrGluHisTrpMetllisAla 

8 0 8 S 9 0 

Met I leHisHisGly I leGiuAIaGlyl I ePheAspSer AspG i u 

9 S 10 0 1 0 S 

LeuAspArgArgThrGlnTyrTyrfletAspHisProAspAspThr 

110 115 12 0 

ThrProThrArgGlnAspProGlnLeuValGluThrlieSerGIn 

I 2 S 13 0 13 5 

Leu I leThrHisGlyAIaAspTyrArgArgProThrAspThrGlu 

1 4 0 1 4 5 ISO 

AlaAlaPheAlaVaiGlyAspLysVal I le Va 1 ArgSerAspA 1 a 

15 5 16 0 16 5 

SerProAsnThrHisThrArgArgAlaGlyTyrValArgGlyArg 
ValGlyGluVal Vai A i a Th r H i s G I y A I a Ty r V a 1 PhePro As p 

18 5 J 9 0 19 5 

ThrAsnAlaLeuGlyAlaGlyGluSerProGluHisLeuTyrThr 

200 20S 210 

Va I ArgPheSerA laThrGl uLeuTrpG IyG 1 uProA laAlaPro 

2 1 5 220 225 

AsnValValAsnHisIieAspValPheGluProTyrLeuLeuPro 
Ala 



11 



EP 0 445 646 A2 



10 



75 



(5) INFORMATION FOR SEP in Hf)- * 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 609 base pairs 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 

20 (A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 

( ix ) FEATURES 

{A) OTHER INFORMATION 
a ( H >-subunit 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5 



25 



30 



3S GTGAGCGAGCACGTCAATAAGTACACGGAGTACGAGGCACGTACC 

AAGGCGATCGAAACCTTGCTGTACGAGCGAGGGCTCATCACGCCC 

GCCGCGGTCGACCGAGTCGTTTCGTACTACGAGAACGAGATCGGC 
40 iso i 6 s i e o 

CCG ATGGGCGGTGCCAAGGTCGTGGCCA AGTCCTGGGTGGACCCT 

GAGTACCGCAAGTGGCTCGAAGAGGACGCGACGGCCGCGATGGCG 

TCATTGGGCTATGCCGGTGAGCAGGCACACCAAATTTCGGCGGTC 

TTCAACGACTCCCAAACGCATCACGTGGTGGTGTGCACTCTGTGT 

60 TCGTGCTATCCGTGGCCGGTGCTTGGTCTCCCGCCCGCCTGGTAC 

AAGAGCATGGAGTACCGGTCCCGAGTGGTAGCGGACCCTCGTGGA 

GTGCTCAAGCGCGATTTCGGTTTCGACATCCCCGATGAGGTGGAG 

55 



45 



SOCCID <EP 04456«A2J_> 
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10 



15 



20 



25 



50 



55 



GTC AGGGTTTGGG ACAGCAGCTCCGA AATCCGCT ACATCGTCATC 

SIO S2S S40 

CCGGAACGGCCGGCCGGCACCGACGGTTGGTCCGAGGAGGAGCTG 
ACGAAGCTGGTGAGCCGGGACTCGATGATCGGTGTCAGTAATGCG 

6 0 0 

CTCACACCGCAGGAAGTGATCGTA 



(g) INFORMATION FOR SEP TP NO: 6 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 687 nucleic acids 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS: Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 

3 o (A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l ( FERM BP-1478) 
(ix) FEATURES 

35 

(A) OTHER INFORMATION 
/?< H >-subunit 

40 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6 



ATGGATGGTATCCACGACACAGGCGGCATGACCGGATACGGACCG 

45 6 0 7 S 9 0 

GTCCCCTATCAGAAGGACGAGCCCTTCTTCCACTACGAGTGGGAG 
GGTCGG ACCCTGTCA ATTCTG ACTTGG ATGCATCTCA AGGGCATA 
TCGTGGTGGGACAAGTCGCGGTTCTTCCGGGAGTCGATGGGGAAC 
G A A A ACTACGTC A ACG AG ATTCGCAACTCGT ACT ACACCCACTGG 



CTG AGTGCGGCAG AACGTATCCTCGTCGCCG ACAAG ATCATCACC 
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GftAG AAGAGCG AAAGCACCGTGTGCAAG AG ATCCTTGAGGGTCGG 
TACACGGAC AGG AAGCCGTCGCGG A AGTTCGATCCGGCCC AGATC 
GAGAAGGCG ATCGA ACGGCTTCACG AGCCCCACTCCCTAGCGCTT 
CCAGGAGCGGAGCCGAGTTTCTCTCTCGGTGACAAG ATCA A AGTG 
AAGAGTATGAACCCGCTGGGACACACACGGTGCCCGAAATATGTG 
CGG A ACAAG ATCGGGG AAATCGTCGCCTACCACGGCTGCCAG ATC 

S S S 5 7 0 5 B S 

TATCCCG AG AGC AGCTCCGCCGGCCTCGGCG ACGATCCTCGCCCG 
CTCTACACGGTCGCGTTTTCCGCCCAGGAACTGTGGGGCG ACGAC 
GGAA ACGGG AA AG ACGTAGTGTGCGTCG ATCTCTGGG A ACCGT AC 
CTGATCTCTGCG 

(7) INFORMATION FOR SEP ID NO; 7 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 621 base pairs 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS: Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(Vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous J-l 
(FERM BP-1478) 

(ix) FEATURES 

(A) OTHER INFORMATION 
a (t)- su bunit 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7 
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ATGACCGCCCACAATCCCGTCCAGGGCACGTTGCCACG ATCGA AC 

6 0 7 s to 

GAGGAGATCGCCGCACGCGTG AAGGCCATGGAGGCCATCCTCGTC 

GACAAGGGCCTG A TCTCCACCGACGCCA TCG ACCACATGTCCTCG 
iso i * s iso 

GTCTACGAGA ACGAGGTCGGTCCTCA ACTCGGCGCCA AG ATCGTC 

GCCCGCGCCTGGGTCGATCCCGAGTTCAAGCAGCGCCTGCTCACC 

: 4 0 2 S S 210 

GACGCCACCAGCGCCTGCCGTGAAATGGGCGTCGGCGGCATGCAG 
GGCGAAGAAATGGTCGTGCTGGAAAACACCGGCACGGTCCACAAC 
ATGGTCGTATGTACCTTGTGCTCGTGCTATCCGTGGCCGGTTCTC 

J1S 390 4 0 4 

GGCCTGCCACCCAACTGGTACAAGTACCCCGCCTACCGCGCCCGC 

4 Z 0 4 3 S 450 

GCTGTCCGCGACCCCCGAGGTGTGCTGGCCGAATTCGGATATACC 
CCCGACCCTGACGTCGAGATCCGGATATGGGACTCGAGTGCCGAA 

SIO SZS S40 

CTTCGCTACTGGGTCCTGCCGCAACGCCCAGCCGGCACCGAGAAC 
TTCACCGAAGAACAACTCGCCGACCTCGTCACCCGCGACTCGCTC 
ATCGGCGTATCCGTCCCCACCACACCCAGCAAGGCC 



(8) INFORMATION FOR SEP ID NO: 8 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 678 base pairs 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS: Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 
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(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
£ (L) -subunit 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8 

ATGGATGGAATCCACGACCTCGGTGGCCGCGCCGCCCTGGGTCCG 

ATCA AGCCCGA ATCCGATG A ACCTGTTTTCCATTCCGATTGGGAG 
CGGTCGGTTTTGACGATGTTCCCGGCGATGGCGCTGGCCGGCGCG 

TTCAATCTCGACCAGTTCCGGGGCGCGATGGAGCAGATCCCCCCG 

CACGACTACCTGACCTCGCAATACTACGAGCACTGGATGCACGCG 

ATG ATCCACCACGGCATCG AGGCGGGCATCTTCG ATTCCG ACG A A 

CTCGACCGCCGCACCCAGTACTACATGGACCATCCGGACGACACG 

ACCCCCACGCGGCAGGATCCGCAACTGGTGGAGACGATCTCGCAA 

CTGATCACCCACGGAGCCGATTACCGACGCCCGACCGACACCGAG 

GCCGCATTCGCCGTAGGCGACAAAGTCATCGTGCGGTCGGACGCC 

TCACCGAACACCCACACCCGCCGCGCCGGATACGTCCGCGGTCGT 

GTCGGCGAAGTCGTGGCGACCCACGGCGCGTATGTCTTTCCGGAC 

SSS 510 SIS 

ACCAACGCACTCGGCGCCGGCGAAAGCCCCGAACACCTGTACACC 
GTGCGGTTCTCGGCGACCGAGTTGTGGGGTGAACCTGCCGCCCCG 

64S 6 6 0 US 

AACGTCGTCAATCACATCGACGTGTTCGAACCGTATCTGCTACCG 
GCC 

(9) INFORMATION FOR SEP ID NO: 9 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 26 amino acids 

(B) TYPE: Amino acid 

( C ) STRANDEDNESS : 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
75 (vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 

20 

(ix) FEATURES 

(A) OTHER INFORMATION 

25 a< H, -subunit: a x (H) 

(xi) SEQUENCE DESCRIPTION; SEQ ID NO: 9 

5 10 13 

so Ser-GU-His-Vai-Asn-Lys-Tyr-Thr-Glu-Tyr-Glu-Ala-Arg-Thr-Lys 

20 25 

Ala-I le-Glu-Thr-Leu-Leu-Tyr-Glu-Arg-GIy-Leu 



35 



40 



45 



50 



( 7 0} INFORMATION FOR SEP ID NO; 10 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 amino acids 

(B) TYPE: Amino acid 
( C ) STRANDEDNESS : 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 



55 



DOCID: <EP_0445646A2_I_> 
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(B) STRAIN: J-l (FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
£< H >-SUbunit: ^(H) 
{xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10 

5 10 15 

Met-Asp-Gly-Ile-His-Asp-Thr-Cly-Gly-Met-Thr-Gly-Tyr-Cly-Pro 

20 25 

Va 1 -Pro-Ty r-G 1 n-Lys-Asp-G 1 u-Pro-Phe-Phe-H i s-Tyr-G 1 u 



(11) INFORMATION FOR SEP TP WO; n 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 15 amino acids 

(B) TYPE: Amino acid 

( C ) STRANDEDNESS : 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Peptide 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 
( ix ) FEATURES 

(A) OTHER INFORMATION 
a (L)_ subunit . ai (L) 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11 
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s 10 

Thr-AIa-His-Asn-Pro-Val-Gln-Cly-Thr-Leu-Pro-Arg-? 

(12) INFORMATION FOR SEP ID NO; 12 
(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 19 amino acids 

(B) TYPE: Amino acid 

(C) STRANDEDNESS : 

(D) TOPOLOGY: Linear 

(ii} MOLECULE TYPE: Peptide 

(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (FERM BP-1478) 
(ix) FEATURES 

(A) OTHER INFORMATION 
/9< L >-subunit: /9 1 < L > 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12 

9 I 0 

Me t-Asp-C ly-1 1 e-H i s-Asp-Leu-G 1 y-G 1 y-Arg-A la-?-Leu 
I le-Lys-Pro-Glu 



(13) INFORMATION FOR SEP ID NOi 13 
(i) SEQUENCE CHARACTERISTICS: 
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(A) LENGTH: 2070 base pairs 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS ; Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus sp. 

(B) STRAIN: N-774 (PERM BP-1936) 
(ix) FEATURES 

from nucleotide No. 675 to 1295: subunit a 
from nucleotide No. 1225 to 1960: subunit fi 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13 



SphI 

GCATGCTTTCCACATCTGGAACGTGATCGCCACGGACGGTGGTG 

cctaccagatgttggacggcaacggatacggcatgaacgccgaag 
gtttgtacgatccggaactgatggcacactttgcttctcgacgca 
ttcagcacgccgacgctctgtccgaaaccgtcaaactggtggccc 
tgaccggccaccacggcatcaccaccctcggcggcgcgagctacg 
gcaaagcccggaacc'tcgtaccgcttgcccgcgcc'gcctacgaca 
ctgccttgag'acaattcgac'gtcctggtgatgccaacgct'gccct 
acgtc'gcatccgaattgccggcgaaggacgtagat'cgtgcaacct 
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tcatcaccaaggctctcgggatgatcgccaacacggcaccattcg 
acgtgaccggacatccgtccctgtccgttccggccggcctggtga 
acggggttcc'ggtcggaatgatgatcaccg'gcagacacttcgacg 

.soo 1 H i n d IH 

atgcgacagtccttcgtgtcggacgcgcattcgaaaagcttcgcg 

.550 

gccggtttccgacgccggccgaacgcgcctccaactctgcaccac 
aactcagccccgcct'agtcctgacg'cactgtcagacaacaaattc 
caccgattcacacatgatcagcccacataa'gaaaaggtga'accag 

.700 

atgtcagtaacgatcgaccacacaacggagaacgccgcaccggcc 

MetSerValThrlleAspHisThrThrGluAsnAlaAUProAla 

Subunita . 7 s o 

CAGGCGGCGGTCTCCGACCGGGCGTGGGCACTGTTCCGCGCACTC 
GlnAlaAlaValSerAspArgAlaTrpAULeuPheArgAlaLeu 

Kpn I .8oo 
G ACGGTAAGGG ATTGGTACCCGACGGTTACGTCGAGGGATGG AAG 
AspGlyLysGlyLeuValProAspGlyTyrValGluGlyTrpLys 

.850 

AAGACCTCCGAGGAGGACTTCAGTCCAAGGCGCGGAGCGGAATTG 
LysThrSerGluGluAspPheSerProArgArgGlyAlaGluLeu 

Pvu H 

GTAGCGCGCGCATGGACCGACCCCGAGTTCCGGCAGCTGCTTCTC 
ValAlaArgAlaTrpThrAspProGluPheArgGlnLeuLeuLeu 
.boo K p n I 

ACCGACGGTACCGCCGCAGTTGCCCAGTACGGATACCTGGGCCCC 
ThrAspGl yThrAlaAlaVa 1A1 aG InTyrG lyTy rLeuG lyPro 

CAGGCGGCCTACATCGTGGCAGTCGAAGACACCCCCACACTCAAG 
G InAlaAlaTyr I I eVa 1 A I aVa 1G 1 uAspThr Pr oTh rLe uLy s 

aacgtgatcgtgtgctcgct'gtgttcatgcaccgcgtggc'ccatc 

AsnVallleValCysSerLeuCysSerCysThrAlaTrpProlle 

ctcggtctgccaccc'acctggtacaagagcttcga'ataccgtgcg 

LeuGlyLeuProProThrTrpTyrLysSerPheGluTyrArgAla 
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CGCGTGGTCCGCGAACCACGGAAGGTTCTCTCCGAGATGGGAACC 
ArgValValArgGluProArgLysVa ILeuSerGluMetGIyThr 

gagat'cgcgtcggac'atcgagattc'gcgtctacga'caccaccgcc 

Glul leAlaSerAspl I eC 1 u 1 1 eArgVa 1 Ty rAspThrThrA 1 a 

gaaactcgctacatggtcct'cccgcagcgt'cccgccggca'ccgaa 

GluThrArgTyrMetVal LeuProGUArgProAlaGlyThrGIu 

Pst I . . , 250 

GGCTGGAGCCAGGAACAACTGCAGGAAATCGTCACCAAGGACTGC 
GlyTrpSerGlnGluGlnLeuGlnGluI I eVa IThrLysAspCys 

CTGATCGGGGTTGCAATCCCGCAGGTTCCCACCGTCTGATCACCC 
Leul leGIyValAlal I eP roG I nVa 1 P roThrVa 1TRM 

cgaca'agaaggaagc'acacc-atggatggagtacac'gatcttgcc 

MetAspGlyValHisAspLeuAla 
Subun i t $ 

.13 5 0 

GGAGTACAAGGCTTCGGCAAAGTCCCGCATACCGTCAACGCCGAC 
GlyValGlnGlyPheGlyLysValProHisThrValAsnAlaAsp 

atcggc'cccacctttcacgccgaatg'ggaacacctg'ccctacagc 

I leGlyProThrPheHisAlaGIuTrpG I uH i sLeuProTy rSer 

ctgatgttcgc'cgctgtcgcc'gaactcgggg'ccttcagcgtcgac 

LeuMetPheAlaG I y Va 1 A I aC 1 oLeuG I yA 1 aPheSe rVa I Asp 

gaagtg'cgatacgtcg'tcgagcggat'ggagccgggc'cactacatg 

GluValArgTyrValValGluArgMetG UProGlyHisTyrMet 

atgaccccgtactacgagagg'tacgtcatcggtgtcgcgac'attg 

MetThrProTyrTyrGluArgTyrVal I leG lyVa UlaThrLeu 

atggtcgaaaagggaatcctgacgca'ggacgaactccaaagcctt 

Me t Va 1 G 1 uLysG 1 y I 1 e LeuThrG 1 nAspG 1 uLeuG 1 uSe r Leu 

g'cggggggacc'gttcccactg'tcacggccca'gcgaatccga'aggg 

AlaGlyGlyProPheProLeuSerArgProSerGluSerGluGly 
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cggccg'gcacccgtcg'agacgaccac'cttcgaagtcgggcagcga 

ArgProAl aProValGIuThrThrThrPheG luValG lyG InArg 

GTACGCGTACGCGACGAGTACGTTCCGGGGCATATTCGAATGCCT 
ValArgValArgAspGluTyrValProGlyllisl ieArgMetPro 

GCATACTGCCGTGGACGAGTGGGAACCATCTCTCATCGAACTACC 
AlaTyrCysArgGlyArgVa lGlyThrl I eSerll isAr gThrThr 

.18 0 0 

GAGAAGTGGCCGTTTCCCGACGCAATCGGCCACGGGCGCAACGAC 
GluLysTrpProPheProAspAlalleGlyHisGlyArgAsnAsp 

. 1 8 S 0 

GCCGGCGAAGAACCGACGTACCACGTGAAGTTCGCCGCCGAGGAA 
AlaGlyGluGluProThrTyrHisValLysPheAlaAlaGluGlu 

. i « o o . Sail 
TTGTTCGGTAGCGACACCGACGGTGGAAGCGTCGTTGTCGACCTC 
LeuPheG lySerAspThrAspGlyGlySerValValVal AspLeu 

.Hit 

TTCGAGGGTTACCTCGAGCCTGCGGCCTGATCTTCCAGCATTCCA 
PheGluGlyTyrLeuGluProAlaAlaTRM 

GGCGGCGGTCACGCGATCACAGCGGTTCGTGCGACCGCCGCCTGA 

TCACCACGATTCACTCATTCGGAAGGACACTGGAAATCATGGTCG 

Sal I 

AC 



(14) INFORMATION FOR SEP ID NO: 14 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1970 base pairs 

(B) TYPE: Nucleic acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 



23 



EP 0 445 646 A2 



70 



(A) ORGANISM: Rhodococcus rhodochrous J-l 
(FERM BP-1478) 

( ix ) FEATURES 

from nucleotide No. 408 to 1094: subunit 0 (H) 
from nucleotide No. 1111 to 1719: subunit <r*H) 

(xi) * SEQUENCE DESCRIPTION: SEQ ID NO: 14 



CTGCAGCTCGAACATCGAAGGGTCCGAGCCGAGACATCGGAGACGCAGACACCCCGAGGG 
AACTTAGCCTCCCGGACCGATGCGTGTCCTGGCAACGCCTCAAAATTCAGTGCAAGCGAT 

20 

. TCAATCTTGTTACTTCCAGAACCGAATCACGTCCC^ 
25 ACGCAGGGATGGTATCCATGCGCCCCTTCTCTTTTCG^ 

GACCCGGAGkACTGTGACGCCGTTCAACGATTGTTGTGCTGTGAAGGATTCACCCAAGC 
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40 



45 
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caactgatakgccattccgttgccggaacatttgacaccttctccclugagtagaagc 
cagctggacccctctttgagcccagctccgatgaaaggUtgaggaaatggatggtatc^ 

MetAspGlyl leH 
Subunit 0 ,H> 

acgacacaggcggcatgaccggatacggaccggtcccctatcagaaggacgagcccttc^ 

isAspThrGlyGlyMetThrGlyTyrGlyProValProTyrGlnLysAspGluProPheP 

tccactacgagtgggagggtcggaccctgtcaattctgacttggatgcatctcaagggc^ 

heHisTyrGluTrpGluGlyArgThrLeuSerl leLeuThrTrpMetHisLeuLysGly ! 

TATCGTGGTGGGACAAGTCGCGGTTCTTCCGGGAGTCGATGGGGAACGAAAACTACGTU 
leSerTrpTrpAspLysSerArgPhePheArgGluSerMetGlyAsnGluAsnTyrValA 

ACGAGATTCGCAACTCGTACTACACCCACTGGCTGAGTGCGGCAGAACGTATCCTCGTCG 
snGluI leArgAsnSerTyrTyrThrHisTrpLeuSerAlaAlaGluArgl leLeuValA 

CCGACAAGATCATCACCGAAGAAGAGCGAAAGCACCGTGTGCAAGAGATCCTTGAGGGK 
laAspLysI lei leThrG 1 uG t uG 1 uArgLysKi sArgValGlnGluI leLeuGluGlyA 
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CGTACACGGACAGGAAGCCGTCCCGGAAGTTCGATCCGGCCCAGATCGAGAAGGCGATCG 
rgTyrThrAspArgLysProSerArgLysPheAspProAlaGlnl leGluLysAlal leG 

AACGGCTTCACGAGCCCCACTCCCTAGCGCTTCCAGGAGCGGAGCCGAGTTTCTCTCTCG 
luArgLeuHisGluProHi sSerLeuAlaLeuProGIyAlaGluProSerPheSerLeuG 

GTGACAAGATCAAAGTGAAGAGTATGAACCCGCTGGGACACACACGGTGCCCGAAATATG 
lyAspLysI leLysValLysSerMetAsnProLeuGlyHlsThrArgCysProLysTyrV 

TGCGGAACAAGATCGGGGAAATCGTCGCCTACCACGGCTGCCAGATCTATCCCGAGAGC^ 
alArgAsnLysI leClyGluI leValAlaTyrHisGlyCysGln! leTyrProGluSerS 

GCTCCGCCGGCCTCGGCGACGATCCTCGCCCGCTCTACACGGTCGCGTTTTCCGC 
erSerAlaGlyLeuGlyAspAspProArgProLeuTyrThrValAlaPheSerAUGlnG 

AACTGTGGGGCGACGACGGAAACGGGAAAGACGTAGTGTGCGTCGAK 
luLeuTrpGlyAspAspGlyAsnGlyLysAspValValCysValAspLeuTrpGluProT 

ACCTGATCTCTGCGTGAAAGGAATACGATAGTGAGCGAGCACGTCAm 
yrLeuI leSerAla MetSerGluHisValAsnLysTyrThrGlu 
j Subunit a (H> 

TACGAGGCACGTACCAAGGCGATCGAAACCTTGCTGTACG^ 

TyrGluAlaArgThrLysAlal leGluThrLeuLeuTyrGluArgGlyLeuIleThrPro 

GCCGCGGTCGACCGAGTCGTTTCGTACTACGAGAACGAGaVcGGCCCGATGG 
AlaAlaValAspArgVa IVa ISerTyrTyrGIuAsnCluIleGlyProMetGlyGIyA la 

AAGGTCGTGGCCAAGTCCTGGGTGGACCCTGAGTACCGCAAGTGGCTCGAAGAGGACGCG 
LysValValAlaLysSerTrpValAspProGiuTyrArgLysTrpLeuGluGluAspAIa 

ACGGCCGCGATGGCGTCATTGGGCTATGCCGGTGAGCAGGCACACCAAATTTCG 
ThrAlaAlaMetAlaSerLeuGlyTyrAlaGlyGluGlnAlaHisGInl leSerAlaVa! 

TTCAACGACTCCCAAACGCATCACGTGGTGGTGTGCACTCTGTGTTCGTGCTATCCG^ 
PheAsnAspSerGlnThrHisHisValValValCysThrLeuCysSerCysTyrProTrp 
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CCGGTGCTTCGTCTCCCGCCCGCCTGGTACAAGAGCATCG^ 
ProValLeuGlyleuProProAlaTrpTyrLysSerMetGluTyrArgSerArgValVal 

GCGGACCCTCGTGGAGTGCTCAAGCGCGATTTCGGTTT CGACATCCCCGA^ 
AlaAspProArgGIyValLeuLysArgAspPheGlyPheAspneProAspGluValGlu 

GTCAGGGmGGGACAGCAGCTCCGAAATCCGCTACATCGTCATCCCGG^ 
ValArgValTrpAspSerSerSerGluI leArgTyrl leVall IeProGluArgProAla 

GGCACCGACGGTTGGTCCGACGAGGAGCTGACGAAGCTGGTGAGCCGGGACT 
.GlyThrAspGlyTrpSerGIuGluGluLeuThrLysLeuValSerArgAspSerMetl le 

GGTGTCAGTAATGCGCTCACACCGCAGGAAGTGATCGTATGAGTGAAGACACACTCACTG 
GlyValSerAsnAlaLeuThrProGlnGluVall leVal 

ATCGGCTCCCGGCGACTGGGACCGCCGCACCGCC^ 
CCGAGCCTTGGGAAGCAACGGCATTCGGGGTCGCCATCGCGCTTTCGG^ 
ACGAATGGGAGTTCTTCCGACAGCGTCTCATTCACTCCATCG 
AGGCATAC^CGAGAGCTGGACAAAGGCGCTCGAGGCCAGCGTGGTCGAC 



(15) INFORMAT ION FOR SEP TP NO; 1*. 
(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1731 base pairs 

(B) TYPE: Nucleic acid 
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10 



15 



(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 
(ii) MOLECULE TYPE: Genomic DNA 
(vi) ORIGINAL SOURCE 

(A) ORGANISM: Rhodococcus rhodochrous 

(B) STRAIN: J-l (PERM BP-1478) 
(ix) FEATURES 

from nucleotide No. 171 to 848: subunit £ {L) 
from nucleotide No. 915 to 1535: subunit a lL) 
zo (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15 



25 GAGCTCCCTGGAGCCACTCGCGCCGACGCATCCACGCTCGGACAGCCCACGGTGCGGATC 
ACCCCTGTTCGTCGGTAACAGAACAGTAACATGTCATCAGGTCATGACGTGTTGACGCAT 

30 13 0 140 1 5 0 160 170 180 

TAGACGAGGGCACATAGGGTTGGTGACTCACGGCACAAGGAGAGCATTTCATGGATGGAA 

MetAspGly 1 
Subunit /S (L> 

35 TCCACGACCTCGGTGGCCGCGCCGGCCTGGGTCCGAK 

leHisAspLeuGlyGlyArgAlaGlyLeuGlyProl leLysProGluSerAspGluProV 

TTTTCCATTCCGATTGGGAGCGGTCGGnTTGACGATGTTCCCGGCGATGGCGCTGGCCG 
alPheHisSerAspTrpGluArgSerValLeuThiMetPheProAlaMetAlaLeuAlaG 

10 310 32 0 3 3 0 3 4 0 3 5 0 SCO 

GCGCGTTCAATCTCGACCAGTTCCGGGGCGCGATCGAGCAGATCCCCCCGCACGACTACC 
lyAlaPheAsnLeuAspGlnPheArgGlyAlaMetGluGInllePioProHisAspTyrL 

TGACCTCGCAATACTACGAGCACTGGATGCACGCGATGATCCACCACGGCATCGAGGCGG 
<s euThrSerGlnTyrTyi GluHisTrpMetHisAlaMetl lellisHisGlyl leGluAlaG 

GCATCTTCGATTCCGACGAACTCGACCGCCCCACCCA^ 

lyl lePheAspSerAspGluLeuAspArgArgThrGlnTyrTyrMetAspHisProAspA 

50 



55 
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A 4u G ^^^4 CGCGG ^GGATCCCCAACTCGTCGACACCATCTCCCAACTGATCACCC 
spThrThrProThrArgGlnAspProGInLeuValGluThrlleSerGlnLeuIleThrll 

ACGCACCCGATTACCGACGCCCCACCGACACCCACCCCCCATTCCCcK 
isGlyAlaAspTyrArgArgProThrAspThrGluAlaAlaPheAlaValGlyAspLysV 

TCATCGTGCGGpGGACGCCTCACCGAACACCCACACC^ 

allleValArgSerAspAIaSerProAsnThrHisThiArgArgAlaGlyTyrValArgG 

TCGGCGCCGGCGAAAGCCCCGAACACCTGTACACCGTGCGGTTCTCGGCGACCGAGTTGT 
euGlyAlaGlyGluSerProGluHisLeuTyrThrValArgPheSerAUThrGIuLeuT 

GGGGTGAACCTGCCGCCCCGAACGTCGTCAATCACATCGACGTGTTCGAACCGTATcfGC 
rpGlyGIuProAlaAlaProAsnValValAsnHisIleAspValPheGluProTyrLeuL 

TACCGGCCTGACCAGGTCATCCGGTCCACCCAGCGAGACGTCCCTTCACCACAGACAGAA 
euProAla 

ACGAGCCCACCCCGATGACCGCCCACAATCCCGTCCAGGGCACGTTGCCACGATC 

MetThrAlaHisAsnProValGlnGIyThrLeuProArgSerAsnG 
Subunlt a <u 

AGGAGATCGCCGCACGCGTGAAGGCCATGGAGGCCATCCTCGTCGACAAGGGCCTGA^ 
LuGluI leAlaAIaArgValLysAlaMetGluAlal leLeuVa 1 AspLysG lyLeu I US 

CCACCGACGCCATCGACCACATGTCCTCGGTCTACGAGAACGAGGTCGGkcK 
erThrAspAlal leAspHisMetSerSerValTyrGluAsnGluValGlyProGlnLeuG 

GCGCCAAGATCGTCGCCCGCGCCTGGGTCGATCCCGAGTTCAAGCAGCGCCTGCTCACCG 
lyAlaLysUeValAlaArgAlaTrpValAspProGluPheLysGlnArgLeuLeuThrA 

ACGCCACCAGCGCCTGCCGTGAAATGGGCGTCGGCGGCATGCAGGGCGAAGAAATGGTCG 
spAlaThrSerAlaCysArgGluMetGlyValGlyGlyMetGlnGlyGluGluMetValV 

TGCTGGAAAACACCGGCACGGTCCACAACATGGTCGTATGTACCTTGTGCTC 
alLeuGluAsnThrGlyThrValHisAsnMetValValCysThrLeuCysSerCysTyrP 

CGTGGCCGGTTCTCGGCCTGCCACCCAACTGGTACAAGTACCCCGCCTAC^ 
roTrpProValLeuGlyLeuProProAsnTrpTyrLysTyrProAlaTyrArgAlaArgA 

CTGTCCGCGACCCCCGAGGTGTGCTGGCCGAATTCGGATATACCCCCGACC 
laValArgAspProArgGIyValLeuAlaGluPheGlyTyrThrProAspProAspValG 
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AGATCCGGATATGGGACTCCAGTGCCGAACTTCGCTAa 

lul leArgl leTrpAspSerSerAlaCluLeuArgTyrTrpValLeuProGlnArgProA 
CCGGCACCGAGAACTTCACCGAAGAAC^ 

UGlyThrGluAsnPheThrGIuGluGlnLeuAlaAspLeuValThrArgAspSerLeuI 

TCGGCGTATCCGTCCCCACCACACCCAGCAAGGCCTG^ 
leGiyValSerValProThrThrProSerLysAla 

CCCCACCCGGGTCTCGAAGCCAACCTCGGCGACCTGGT^ 



CGAATCCCCCGCCGCTCCGGCGAGGT^ 
AGCATTGCCACCGCATTGCATGGCCAGGGCCGATTCGA^ 



Claims 



1- A DNA (H> fragment encoding a polypeptide having nitrile hydratase activity, said polypeptide comprising 
the a (H) -subunit as defined in the Sequence Listing by SEQ ID: No. 1 and the j8 (H> -subunit as defined in 
the Sequence Listing by SEQ ID: No. 2. 

2. A DNA^ fragment encoding a polypeptide having nitrile hydratase activity, said polypeptide comprising 
the a (L) -subunit as defined in the Sequence Listing by SEQ ID: No. 3 and the £ (L) -subunit as defined in 
the Sequence Listing by SEQ ID: No. 4. 

3. The DNA (H) fragment of claim 1 which contains the nucleotide sequences of the a (H) -subunit as defined 
in the Sequence Listing by SEQ ID: No. 5 and the £ <H, -subunit as defined in the Sequence Listing by 
SEQ ID: No. 6. 

4. The DNA* 1 - 1 fragment of claim 2 which contains the nucleotide sequences of the a (L) -subunit as defined 
in the Sequence Listing by SEQ ID: No. 7 and the £ (L) -subunit as defined in the Sequence Listing by 
SEQ ID: No. 8. 

5. A recombinant DNA comprising a DNA (H) or DNA <L> of any one of claims 1-4 in a vector. 

6. A transformant transformed with the recombinant DNA of claim 5. 

7. A method of producing nitrile hydratase which comprises culturing the transformant as claimed in claim 
6 and recovering nitrile hydratase from the culture. 

8. A method of producing amides which comprises hydrating nitriles using nitrile hydratase obtained from 
the culture of the transformant of claim 6. 

9. A method of producing amides which comprises culturing the transformant as claimed in claim 6, and 
hydrating nitriles to amides using the resultant culture, isolated bacterial cells, treated matter thereof, or 
a fixed material thereof. 
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© DNA fragment encoding a polypeptide having nitrile hydratase activity, a transformant containing 
the DNA fragment and a process for the production of amides using the transformant 



® The present invention discloses the amino acid 
sequence and nucleotide sequence of the a- and 0- 
subunits of two types of nitrile hydratase derived 
from Rhodococcus rhodochrous J-l. The DNA frag- 
ment encoding nitrile hydratase is inserted into an 
expression vector and the recombinant vector is 
used for transformation. The transformant contains 



multiple copies of the gene and can produce much 
higher levels of nitrile hydratase than conventionally 
used microorganisms. 
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